A) Fluorescence photobleaching of dynein molecules (labeled with HaloTag-TMR) moving along axonemes. Recombinant dynein is a two-headed dimer, with one TMR label per head. Consequently, most 1 traces show two-step photobleaching (upper left). Some one-step photobleaching also is observed (upper right), which is likely due to photobleaching prior to observation, or incomplete TMR labeling. Events of more than two-step photobleaching were never observed, arguing that observed spots in a TIRF field are single molecules. No significant difference was found between wild-type and AAA hydrolysis mutant dyneins.
